Background: Colour Doppler analysis of ophthalmic vessels has been proposed as a promising tool in the diagnosis of various eye diseases, but the available diagnostic evidence has not yet been assessed systematically. We performed a comprehensive systematic review of the literature on the diagnostic properties of Colour Doppler imaging (CDI) assessing ophthalmic vessels and provide an inventory of the available evidence.
Background
Colour Doppler analysis of ophthalmic vessels has been proposed as a promising tool in the diagnosis of various eye diseases [1] . Colour Doppler imaging (CDI) enables ophthalmologists to examine ocular blood flow, even in presence of dense ocular opacities preventing a direct view to the posterior eye segment [2] . Compared to fluorescein angiography (FA), CDI allows for assessing the ocular blood flow in a non-invasive manner. Numerous studies have examined changes in ocular blood flow velocities in various diseases affecting the eye such as carotid artery and retinal vein occlusion, diabetic retinopathy (DRP) and glaucoma, and have revealed significant differences compared to healthy subjects even in early stages of disease (reviewed in [3, 4] ). As an example, Evans and colleagues [5] demonstrated that diabetic patients with minimal or no retinopathy demonstrate irregular flow levels in the major vessels feeding the eye.
However, despite several potential benefits, CDI has not accomplished to make the leap into daily ophthalmic routine. Inter-observer variability issues could be a possible explanation [6] . Although updated assessment protocols have enhanced CDI inter-observer variability performance, [7] this remains a limiting factor for implementation in daily clinical use. Another problem relates to the fact that evidence on diagnostic accuracy is scattered among the various clinical fields and presumably not easy to access. For this reason we performed a comprehensive systematic review of the diagnostic literature on ophthalmic Doppler analysis, with special reference to the diagnostic merits of the technique, and provide an inventory of the available evidence.
Methods
This review has been conducted according to the PRISMA statement recommendations. The review protocol has been registered on Prospero [8] (PROSPERO 2014:CRD42014014027).
Literature search
An information specialist performed electronic searches without any language restrictions on (pre)-MEDLINE (PubMed interface), Scopus and Embase (Ovid-Interface). The full search algorithms for the three databases are provided in the Appendix. Searches were performed on the 11 th November 2014 and updated on the 4 th of May 2016.
Eligibility criteria
We excluded studies assessing only healthy subjects, animal studies and studies without primary focus on eye diseases. We included case-control and cohort studies. The minimum requirement was the availability of original data and the possibility to construct a two-by-two table. We accepted the following reference tests classifying disease presence: carotid angiography, carotid ultrasound, fundoscopy, Humphrey visual field analyser, fluorescein angiography and Heidelberg retina optical coherence tomography.
Study selection, data extraction and quality assessment
Based on the QUADAS II criteria all eligible papers were judged for their quality using four suggested domains (patient selection, index test, reference standard and flow and timing) [9] . The instrument assesses the risk of bias of each domain. Moreover, the analysis of patient selection, the index test and the reference test examine the extent of applicability. The tool is broadly applied to standardise the rating of bias and to weigh applicability of diagnostic accuracy studies.
We followed the recommendations of Whiting and colleagues [9] and refrained from rating or ranking of studies. Two reviewers independently read and assessed papers and extracted data using a standardized data abstraction form. Discrepancies were resolved by consensus between the two reviewers.
Statistical analysis
For each study, we constructed a two-by-two contingency 
Meta-analysis
Formal pooling was only planned if at least four studies reported accuracy parameters for the diagnosis of a specific illness. However, in an exploratory metaanalysis of sensitivity and specificity using a multilevel mixed-effects logistic regression model (metandi command in Stata), we calculated diagnostic summary estimates mainly of the resistance index measured either in the ophthalmic or the central retinal artery irrespective of the underlying condition. This was done to gain an overall impression about the discriminatory potential of the technology rather than to inform clinical practice. All analyses were done using the Stata 14. 
Results

Study selection
Electronic searches retrieved 3471 records. After excluding duplicates, 2239 records remained. Screening of titles and abstracts excluded 2224 studies as they did not investigate the diagnostic accuracy of tests, investigated other conditions, or contained no primary data. Full texts of fifteen articles were read. Five of these studies did not meet the inclusion criteria and were excluded. The ten remaining articles were completed by addition of another study found via the screening of reference lists. In total, thus, 11 studies were included in this systematic review. Figure 1 shows the study selection process.
Quality of included studies
We assessed the quality of the included studies using the QUADAS II tool considering four criteria (patient selection, index test, reference standard and flow and timing). The reference standard was appropriate in all selected trials, whereas flow and timing of the studies was inconsistent, mostly due to long periods of disease onset to performance of index-and reference tests. Most studies scored low for the items patient selection and rating of the index test. In case of patient selection this was partly due to a lack of age and sex matched study groups and partly due to not describing exclusion criteria. Low ratings regarding the index test were related to cut-off points that were not pre-specified and to the fact that not all investigators performed the index test being unaware of the diagnosis. Table 1 outlines the results of the quality assessment according to QUADAS II criteria.
Patients' characteristics, design features
The 11 selected studies enrolled 820 patients. Among the studies which reported this, 44.4% of participants were women ranging from 11 to 75%. Study size ranged between 30 and 118 subjects. Four studies included patients consecutively. The most commonly described co-morbidities (other than the assessed illness) were hypertension and diabetes. Patients' characteristics are summarized in Table 1 .
Index and reference tests
Two studies assessed the possibility of a >75% or >80% internal carotid stenosis (ICS) diagnosis [10, 11] . Another two trials assessed the diagnosis of DRP. Whereas Arai et al. [12] examined the diagnosis of DRP among patients suffering from non-insulindependent diabetes, Basturk and colleagues [13] investigated the diagnosis of DRP in patients suffering from diabetes type II with microalbuminuria. Prediction of glaucoma progression was investigated in three studies two using the Humphrey field analyser and one the Heidelberg retina tomography as the reference test [14] [15] [16] . One study aimed to distinguish normal tension glaucoma from healthy eyes [17] . In another two studies, fluorescein angiography was set as the reference test assessing diagnosis of branch or central retinal vein occlusion (BRVO, CRVO) and diagnosis of ischemic CRVO respectively [18, 19] . Arséne et al. [18] aimed to distinguish eyes with CRVO from eyes with BRVO. Gonioscopy and slit lamp examination were set as reference tests in one study predicting iris vascularization 1 year after CRVO onset [6] . Table 2 shows the applied index and reference tests of each study.
Index test parameters assessed
Of the four studies assessing glaucoma, two used the resistive index (RI) to evaluate test accuracy of glaucoma progression [15, 16] . Another study used diastolic velocity to distinguish between normal tension glaucoma (NTG) and healthy eyes [6] and one study used a logistic discrimination function to predict the progression of glaucomatous damage [14] . Of the two studies assessing ICS, one used peak flow velocity [10] and one the RI [11] . Both studies examining the diagnostic value of CDI in DRP used RI as investigational parameter [12, 13] . Two studies assessing ischemia and neovascularization after CRVO, used the parameter "minimum velocity" [6, 19] . One study assessed the possibility to distinguish between CRVO and BRVO used the RI [18] .
Test performance characteristics
Among studies assessing the ophthalmic artery ( Table 3 .
Results from exploratory meta-analysis
Formal pooling of results for specific illnesses was impossible due to the limited number of studies. In the exploratory meta-analysis of studies investigating the OA across different illnesses, the pooled estimated Fig. 2 ).
Discussion
Main findings
The results of a small number of studies with only few patients suggest that the diagnostic value of colour Doppler analysis in ophthalmology is limited. Diagnostic performance varies considerably between studies illnesses with slightly better results when assessing the OA. Even though alterations of ocular blood flow could be used as a valuable tool in diagnosing ocular pathologies their acquisition remains a technical challenge and a no gold standard for assessment exists due to inherent limitations of the available techniques [4, 20] . Another problem in daily business is the lack of standardized methods in CDI [21] . Despite the vast amount of studies assessing ocular diseases, only a minority quantifies the CDI's accuracy, impeding judgments regarding its value in the diagnostic work-up of ocular pathologies.
Results in context of existing literature
To our knowledge, this is the first comprehensive assessment of studies examining the diagnostic value of CDI in ocular diseases. We are aware of one meta-analysis of studies dealing with hemodynamic changes in ophthalmic artery and central retinal artery using CDI in Chinese patients with glaucoma [22] . However, this meta-analysis does not assess the diagnostic value using test accuracy data of CDI in glaucomatous patients [23] . In contrast to our findings, Dimitrova et al. [2] published a review stating CDI as a valuable tool in a wide range of ophthalmologic diseases for research and as a potentially useful diagnostic tool in the clinical setting.
Although CDI appears to be a useful tool in the research of ocular blood flow changes, especially in glaucoma, diabetic retinopathy and age related macular degeneration [24] [25] [26] [27] [28] [29] , implementation in daily use as a diagnostic tool concerning the pathologies assessed in our study cannot be recommended yet.
Strengths and limitations
Our study applied up-to-date systematic review methodology, allowing a comprehensive description of the existing diagnostic literature on CDI test accuracy in ophthalmology. Due to the limited number of studies and the small number of participants in the included studies more upstream and formally sound (statistical) analyses were not feasible. We performed exploratory analyses to give an overview of the diagnostic performance of the CDI. However, the analysis has major limitations due to the mix of studies investigating different conditions and some methodological weaknesses of the underlying studies. Also, no analysis of the impact of different CDI systems on diagnostic performance could be performed due to the paucity of data. Hence we could not go beyond a mere description of the evidence.
Implications for further research
For successful implementation in clinical care, standards of CDI assessment need to be introduced to form the basis of a consistent assessment tool and to decrease the potential inter-rater reliability issues.
There are promising results of altered ocular blood flow in common ocular diseases like diabetic retinopathy, age related macular disease and several forms of glaucoma [24, [27] [28] [29] [30] [31] and growing evidence showing that ocular blood flow alterations are associated with the development and progression of ophthalmologic diseases confirm the notion that abnormalities in vessel function exist before the development of structural changes occur. Considering this exciting point of view it seems promising to focus research of preclinical changes of ocular blood flow and prediction of progression of respective diseases. In order to fully understand underlying pathophysiological mechanisms and to offer timely treatments further studies are needed to fill in the current lack of knowledge.
Implications for practice
For the pathologies assessed in our analysis, implementation of CDI as a diagnostic tool in clinical practice does not seem helpful. Current available diagnostic tools like slit lamp examination, fluorescence angiography, visual field analysers and scanning laser polarimetry seem to be superior and more practicable compared with CDI. In case of glaucoma, the diagnosis relies on the assessment of intraocular changes occurring in the visual field, the optic nerve head, and the retinal nerve fibre layer. Perimetry is the current gold standard of progression as it enables the detection of small glaucomatous changes to the visual field. However, perimetry is limited by low diagnostic sensitivity in early stages of the disease [32] and there is a need for assessment techniques capable of detecting preclinical stages of the disease. In case of retinal vein occlusion fundoscopy and fluorescence angiography are satisfying diagnostic tools. However, predicting ischemic areas using alterations of ocular blood flow could be a valuable noninvasive tool. Regarding diabetic retinopathy, again, slit lamp examination and fluorescence angiography are valuable diagnostic tools superior to CDI. However, early detection of altered blood flow could improve implementation of therapy in early stages of the disease.
Conclusions
The possible role of colour Doppler analysis in routine ophthalmologic care remains unclear. The relative lack of robust assessments of the diagnostic value of colour Doppler analysis, limits the possibilities to extrapolate its true potential for clinical practice.
